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Figure.S1 TREM2 is a prognosis predictor for GC patients 
(A) Uniform Manifold Approximation and Projection (UMAP) of GSE183904 representing 8 unique cell states color-coded by their corresponding cell lineage (left panel) and specific markers of each cluster (right panel). (B) Cell proportion of different cells in gastric cancer and normal samples. (C) TREM2 expression profile in normal and tumor samples in GSE183904. (D) Volcano plot of DEGs detected in GSE183904 from TAMs and normal macrophages. (E) UMAP of myeloid cells in GSE183904 datasets, representing 8 unique subset clusters. (F) TREM2 expression in different myeloid subset clusters. (G) Dot plot showing the TREM2 expression in 56 pairs of GC samples and adjacent normal tissue. (H) The AUC values of time-dependent ROC curves verified the prognostic performance of the TREM2 expression in the Zhongshan Cohort. (I) Forest plot showing the results of univariate and multivariate analysis of factors associated with prognosis.
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Figure.S2 TREM2 promotes TAMs M2 polarization
(A) Schematic diagram of constructing TREM2 overexpression and knockdown TAMs. (B) RT-qPCR analyzed the expression of the markers of M2-like macrophages. (C, D) RT-qPCR (C) and Western blot (D) showing the relative TREM2 expression in five GC cell lines, THP-1 and THP-1 induced macrophages. (E-G) RT-qPCR (E, F) and western blot (G) analyzed the expression of the TREM2 in indicated cells.
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Figure.S3 TREM2+ TAMs promote HGC-27 and AGS proliferation and migration
The Colony formation assay (A) and the EdU assay (B) were used to detect the effect of CM from TAMs on HGC-27 and AGS proliferation. Transwell assay (C) and wound healing assay (D) were used to detect the effect of CM from TAMs on HGC-27 and AGS migration and invasion.
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Figure.S4 CCL8 expression profile in public datasets
(A) GSE183904 GC single cell dataset analysis of CCL8 expression between tumor and normal sample. (B) CCL8 expression profile in myeloid cells. (C) TREM2 expression between GC tissue and normal tissue in TCGA datasets. (D-E) OS (D) and FP (E) curves based on TREM2 expression in patients with GC from GSE15459.

[image: ]
Figure.S5 CCL8 antibody reverses the promotion effect for GC proliferation and migration mediated by TREM2-knockdown TAMs in vitro
(A) EdU analysis for cell proliferation of GC cells cultured by CM from TREM2 TAMs, with or without anti-CCL8 Ab. (B) Wound-healing assays were used to test cellular migration of GC cells cultured by CM from TREM2 TAMs, with or without anti-CCL8 Ab.
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Figure.S6 Proteomic analysis of TREM2 complexes by LC-MS/MS
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Figure.S7 Western blot of TREM2, STAT1 and Tubulin in TREM2 overexpression (A) and knockdown (B) TAMs with MG132 or CQ treatment.
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Figure.S8 TREM2 positively related to p-STAT1, CCL8 and PD-L1 in TAMs
(A-C) Correlation analysis between p-STAT1 (A), CCL8 (B), PD-L1 (C), and macrophage TREM2 expression in GC tissues.
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Figure.S9 Flow cytometry gating strategy
(A) CD86/CD206 flow cytometry gate strategy. (B) PD-1 flow cytometry gate strategy.
image5.tiff
HGC-27

Merged Hoechst Merged

TREM2+Anti-CCL8 Ab r TREM2+Anti-CCL8 Ab





image6.tiff
42414-TREM2.raw #53596 RT: 90.7072 min
FTMS, 680.8796@hcd30.00, z=+2, Mono m/z=680.87679 Da, MH+=1360.74630 Da, Match Tol.0.02 Da

Intensity [counts]

60

50

40

30

20

613.37433

by-H,O
383.19440

600

miz

y7
861.48676

800

ye
960.56256

1000 1200

42414-TREM2
STAT1
[K1.ELSAVTFPDIIR.[N]





image7.tiff
TAM

TREM2 o+ o+

mMG132 - - + -
ca - - - +

TREM2 st SHDGND @B 35KDa
STAT1 wws &8 @) 88 100KDa

Tubulin (A SN SN  55KDa

TAM

ShTREM2 — + + +
MG132 - - + -
ca - - - +

TREM2 g w o ww 35KDa

STAT1 s s i s 100KDa

Tubulin G G &S @8 55KDa




image8.tiff
R=062,p<22e-16

R=0.35,p= 000046 150
2 1404 £z : 2
2 2 1257 £ 150
£ 1204 H H
T 3 1001 S 125
5 8 2
4 g
a 100 75+ 100
.
.
' v ' T T v
60 %0 120 60 % 120 4 60 8 100 120
TREM2 Intensity TREMZ Intensity

TREM2 Intensity




image9.tiff
SSCASSCA

aax o] ax
o ke
00k
Cot1be
ok a0k
< Macrophage o] < 62
3 07 s &
=] o] singe cels 2K
%5
1ok P ’A "
o a0 o sk ok ek !
FscA FsCA Comp-PerCP-Cy5.5-A
* Camp-APC-A+ 100 Jcomp-apc.A. Camp-APC-A+
os 5 34 219 781
)
"
K I
0
5
o
W o W
— > CD86 — > CD206
Comp-APC-A CompAPCA
Wy T
- s
W
2o Qs
< 307
o, < '
i i 4
H Sngle Cete g g 2 P 2
£ s i & w02
sou B
K
. > @
. T B o 5 o o o wn " " " - " T "
— D3 = G4
FSCALFSCA FSCATFSCA Comp. A R o r®a Fca
0
2041
<
4
5
g o

1 ' 1mz " 1”:‘ ! 1m"
—==PE£D1




image1.tiff
TINK Cell 6 o 0 5 0 s + s e 0 0 0 6 o 0 s o 5 + o o 8 @ @
' © BCell © 6 0 o 6 o = + o+ 0 o o 5 o 0 + 0o o @ @ @ o o o
I MyeloidCell { 6 o 0 © © o o = o o o o s o o ® @ @ o o o o o o
d Epithelia 6 6 0 s o s s s s+ o o o @ @ @ ° o o o o o o o o

© Fibroblast © 6 0 0 s s s+ . @ @ @ s s 0 s 0 o o s s s oo o m

© MastCell DS ‘S A Y (P e S Su S S A A A A A N A D A S § §§ B

Endothelia o o o ® @ ® -+ < s 0 0 o s o 0 < o o « o s o o o §; i

® Plasma Cell L] ® ° o0 o o o o ° ° © ° o o o o o o ° ° o o E 3

IMAI
L S
1oH1
onz) @
ioHat
ene
PECAM!
wor
sz
Tesez
TPsaB1
coumz
covsm
cova
Epcam
cLoms
KAs
warco
coss
cons
o
o) @
A
zue
cose
a7

Normal Tumor

TREM2 I

Percentage of cells per cluster

Normal Tumor
D TAMs vs Macrophages F - 5
i o i
| Regulation | | Myeloid Cell Subsets TREM2ES(Es
« Comrepuaes | ! i
o Uoropes 1 : C1QC+ Macro 3
. | | © SPP1+ Macro
3" ' | CD14+ Mono
< : | CD16+ Mono
H i i @ e 2
: [ 4 © pbC
. A, . ) il
ﬁiﬁzw g 3 Neutrophil g
) e > ‘_. ® Doublet Cell s
= s g . umAPt omaet
Log2 Fold Change
ROG Gurves Comparison for 1, 3, and 5 Years Characteristis  HR %Cl Pualue
TREM2
o oo s osowiss  osme
2.0 EZI 290vs.<t0 v osmwaw  omer
° . ender ose  oamwis  oom
2 . o7, male vs. female 0633 02910 1.37 0.243
S s
=L [} e 22w inwes oo
£ £ perincrsseingiade 163 0740363 022
k7] 200
5 - Lauren om omwies  osm
= 1.0 @ itestios s difuse 1085 05310221 ost
o
o ™ e taswar  omn
= perincresseingiade 198 1180330 o012
® 0.5 2
L TRE-1+ TAN am anwen  omn
] o man vs aw s tewe  oa
© s 3 3 s )
1-Specificity N

Tumor Para-tumor w1 years = 3 years mm 5 years




image2.tiff
B ¢ 2 ek
TREM2 OE/Sh Conditioned 2
Lentivirae ©PMA 48h @IL4,1L13 48h media from <
AGS/HGC27 z
V= ! -l \ J}J% cell €
a
A g M (&)
2 5
- X Mo M2 TREM2 OE/Sh 5
TP e Macrophage Macrophage TAM E o
THP-1 MO M2
C 4 Hekk D

3 - CIR

&
B NN e N
CSEFFEEFSEe @

TREM2 | .o s

Tubuiin | QS S 9 0 e gy | 550

30KDa

Relative TREM2 mRNA level
~

_ . -

% 20 ERE

Q -

g g ns SSR\2

Z 15 =z 10 & ,\Q?z“ & & &

5 E "

S 4 g 30KDa| - .:“- - | TREM2
z & .

E .n_: 55KDa- e - w—| Tubulin
[ g _—

£ z Tumor-Associated Macrophages

K] &

©

sh1 sh2 sh3 Scr

TREM2 Vector




image3.tiff
HGC-27 AGS
HeC 2l cM EdU Hoechst Merge EdU Hoechst Merge
cM .
TREM2 - + RENZ &
Vector + - ;
- - - - - - -
shTREM2 o
shTREM2

Scramble + —

HGC-27 HGC-27 AGS
CcM Migration Invasion CcM Oh 12h 24h Oh 12h 24h
— 555 . = - ; .
TREM2 TREM2 i -
- - - - - . -
" e - - - - -
e Serame - - - .




image4.tiff
Normal

UMAP2

UMAP1

ccLs

Expression - log2(TPM+1)

Tumor

ccL8

ccLs

bR
S 7 Expression

HR =16 (1.04 - 2.46)
logrank P = 0.033

~—— Low
9 { — High
0 50 100 150
Time (months)
Number at risk
Hgh 135 3 1 °

ccLs

Y
s
S
UMAPT
ccLs
°
=1 HR =151 (1.01 - 2.27)
logrank P = 0.044.
@ 4
s

o

S 7| Expression
—— Low
o —

R High

0

Number atrisk
High 136

50 100 150
Time (months)

2 Py 0




